2/31 
flori 



p PICZa 'A' 




Zeocin 3'A0X1 



MULTIPLE CLONING SITES 
Eco Rl, / Pml I / Sfi I / Bsm Bl / Asp71 81 / Kpn I / Xho 1/ 
Sac II / Not I / Xba I 

i 

DIGEST THE VECTOR WITH EcoRI RESTRICTION ENZYME 

1 

DENATURE AND ANNEAL TWO COMPLIMENTARY OLIGO WHICH 
WOULD INCORPORATE His. Tag MOTIF AND Nde I, Nhe I RESTRICTION 
SITES (His. Tag REGION WOULD BE HELPFUL TO SIMPLIFY 
PURIFICATION AND THE PRESENCE OF Nde I AND Nhe I RESTRICTION 
SITES FACILITATE SHUTTLING OF PCR FROM PROKARYOTIC 
EXPRESSION SYSTEM TO YEAST EXPRESSION WITHOUT GOING 
THROUGH PCR AMPLIFICATION PROCESS) 

5' AAT TCC ATC ACC ATC ACC ATC ACC ATA TGG CTA GCA 3' 
5' AAT TTG CTA GCC ATA TGG TGA TGG TGA TGG TGA TGG 3' 



MODIFIED PICHIA EXPRESSION VECTOR (pPICZ. His. A) 



NEW SITE ADDED 

A 



His. Tag 



5' A0X1 



Eco Rl, /Nde l/Nhe l/Pm I l/Sfi 1/ 
Bsm Bl/Asp718l, KpnI/Xhol/ 
Sacll/Notl/Xbal 



TT Zeocin 3'A0X1 



FIG. 2 
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5' PA0X1 



FLOW CHART: CLONING OF ENDOSTATIN (MOUSE) 
INTO PICHIA EXPRESSION SYSTEM 



5' A0X1 



Zeocin 3' A0X1 



pPICZaA 



flori 



DIGEST WITH EcoRI 
and Xhol 



pBACPAK/ 
ENDOSTATIN VECTOR 



DNA-PGR WITH NEW 
SETS OF PRIMERS 
HAVING EcoRI 
AND Xhol SITES 



CLONE THE AMPLIFIED ENDOSTATIN FRAGMENT 
INTO pPICZoA VECTOR 

5- A0X1 ^Endostatin^^ Zeocin 3' A0X1 




p PICZa A/Endostatin 



flori 



i 



LINEARIZE THE CONTRUCT WITH Sac! ENZYME 



Endostatin 




Zeocin 3' AOX1 pPICZa A/ 
^-^^^-^^^ Endo.LINEARIZED 



Homologous recombination 



5" PA0X1 



A0X1 ORF 




3' A0X1 



VECTOR 



PICHIA 
GENOME 



5' PA0X1 



Endostatin 



Zeocin 



3' AOX1 



pPICZa N 
Endostatin 



FIG. 3 
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Protein Sequence 




MGHHHHHHHHHHSSGHIDDDDKH 
M-mendo (SEQ ID NO: 14) 


MGSSHHHHHHSSGLVPRGSHM- 
mendo (SEQ ID NO: 15) 


E 

1 

O 

> 

00 

00 t: 
E o 
5 ^ 

ge 


MGSSHHHHHHSSGLVPRGSHM-me 
ndo (SEQ ID NO: 15) 


Vector 




Prokaryotic expression, 
pET 

(E. coli his.endo) 


Prokaryotic expression, 
pET 

(E. coli his.endo) 


Prokaryotic expression, 
pET 

(E. coli EMI) 


Prokaryotic expression, 
pET 

(EcoliEM2) 


Cloning 
Sites 












Primer Sequence 


MOUSE ENDOSTATIN 


S'-GGC ATA TGC ATA CTC ATC AGG- ACT 
TT-3'(up)(SEQIDNO:4) 


5' AAC TCG AGC TAT TTG GAG AAA- GAG 
GT-3' (down) (SEQ ID N0:5) 


5'-GGC ATA TGC ATA CTC ATC AGG- ACT 
TT-3'(up) (SEQ1DN0:4) 


5'-AAG CGG CCG CCT ATT TGG AGA- 
AAG AGG T-3' (down) (SEQ ID N0:6) 


5' TTC CAT ATG CAT ACT CAT CAG- GAC 
il 1 CAG CCA-3' (up) (SEQ ID N0:7) 


5' TTA GCG GCC GCC TAC TCA ATG- CAC 
AGG ACG ATG TA-3' (down) (SEQ ID N0:8) 


5' TTC CAT ATG CAT ACT CAT CAG- GAC 
111 CAG CCA-3' (up) (SEQIDNO:?) 


5' TTA GCG GCC GCC TAG TTG TGG- CAG 
CTC GCA GCT TTC TG-3' (down) (SEQ ID 
N0:9) 


Construct 
Name 


pETl7b/ 
his.mendo 


pET28a/ 
mendo 


la 

00 _^ 


pET28a/ 
EM-2 



< 

LO 



FEB /. 



•6\ 
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FIG. 9 
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FIG. 10 
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TREATMENT 
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Purification of Angiostatin (mouse): Lysine Sepharose 4B column 
3- 



2- 



0.2 M ACA 
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FIG. 19 
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EFFECT OF RECOMBINANT EDOSTATIN (MOUSE) ON TUMOR GRO\/\n"H 
(RENAL CANCER CELL LINE 786-0) 




0 5 10 15 20 25 

DAYS AFTER TREATMENT 



FIG. 20 
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FLOW CHART: CLONING OF RESTIN (COIXV) 
INTO PICHIA EXPRESSION SYSTEM 

5' A0X 1 TT Zeocin 3' A0X1 



p PICZa A 



flori 



K562 & HFK 
LIBRARY 



DIGESTWITH EcoRI 
and Not! 



DNA-PGR WITH NEW 
SETS OF PRIMERS 
HAVING EcoRI 
AND NotI SITES 



CLONE THE AMPLIFIED Restin FRAGMENT 
INTO pPICZoA VECTOR 

5' A0X1 Restin TT Zeocin 3VA0X1 



p PICZa A/Restin 



flori 



5' PA0X1 



LINEARIZE THE CONTRUCT WITH Sad ENZYME 



Restin 




Zeocin 3'A0X1 pPlCZa A/Restin. 
i^^^m -UNEARIZED 



Homologous recombination 
5' PA0X1 A0X1 ORF 




3' A0X1 



VECTOR 



PICHIA 
GENOME 



5' PA0X1 



Restin 



TT Zeocin 3' A0X1 

^ pPICZa A/Restin 



FIG. 24 
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